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Abstract: Biological invasion is one of the most important factors affecting global biodiversity
change, which can adversely affect ecosystem function. However, little is known about the effects
of belowground biological invasions on soil ecosystems. In this study, we conducted a field-based
mesocosm experiment to observe the effects of exotic and native earthworms (Pontoscolex corethrurus
and Amynthas corticis, respectively) on soil nutrients and micro-decomposers (i.e., soil microorganisms
and nematodes) in a subtropical forest in southern China. We found that exotic and native earthworms
had different effects on nutrient availability and nematode communities in the soil. Specifically, exotic
earthworms significantly decreased the content of nitrates in the soil and tended to decrease the total
nematode abundance compared with native earthworms. Furthermore, nematode species richness
and Shannon-Wiener index were lowest in the treatment with exotic earthworms and were the
highest in the treatment with native earthworms. However, neither native nor exotic earthworms
significantly affected soil microbial community composition. The results of redundancy analysis
indicated that available phosphorus was positively correlated with nematode community. Our results
demonstrated that exotic earthworms had adverse effects on the available nutrient content in the
soil, and had a potential negative effect on the abundance of soil microfauna. These findings will
be helpful in understanding the influence of exotic earthworms on soil micro-decomposers and the
ecological consequences of earthworm invasion.
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1. Introduction

Biological invasion has a significant impact on biodiversity in ecosystems [1,2]. Previ-
ous invasive ecology studies have focused primarily on invasions by plants and vertebrates,
but invasions by soil fauna, such as earthworms, can also be problematic [3]. Earthworms
are found on all continents except Antarctica, and some taxa are found globally due to
human action [4,5]. Biological invasions by soil invertebrates have been poorly studied
compared to biological invasions occurring on the ground, even though they can also
dramatically alter the functioning of ecosystems [3,6,7]. In addition, studies have shown
that models of aboveground and belowground biodiversity are different. Areas with a
mismatch between surface and soil biodiversity account for 27% of the Earth’s land area.
For instance, the soil biodiversity is higher than the surface biodiversity in the belt and
tundra [8]. Considering the important role of soil biodiversity in maintaining ecosystem
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functions, we need a better understanding of the consequences of belowground biological
invasions on other soil biota.

Earthworms, considered engineers of soil ecosystems, are divided into three categories:
epigeic, endogeic, and anecic species. Epigeic species live mainly on the surface of the
soil organic layer. Endogeic species live in the soil mineral layer and feed on soil organic
matter. Anecic species form vertical burrows that move litter from the surface of the
soil into deeper soil horizons [6]. Since earthworms can adapt to a wide range of niches,
from traditionally favorable microhabitats to inhospitable areas (e.g., desert oases) [9], it
is common for earthworms to be considered invasive species. For example, Pontoscolex
corethrurus (Muller, 1856) originates from the Guyana plateau in South America [10]. This
endogeic earthworm feeds on organic matter in the soil [11,12] and is found in more
than 56 countries, widely distributed throughout subtropical and tropical regions and
transition zones [13,14]. It is ubiquitous in our study site, where it accounts for 95% of
the earthworm biomass [15]. As ecosystem engineers, earthworms directly and indirectly
impact ecosystem functions [16,17]. For instance, their burrowing and casting behavior
can directly increase soil nutrient release, change soil structure, and affect both physical
and chemical properties of soil [18], which ultimately indirectly affects soil function and
resource availability of the soil food web [19-22]. However, the ecological roles of native
and exotic earthworms may differ. Meta-analyses have shown that earthworm invasions
can affect soil physical and chemical conditions and biota [23-25]. In addition, invasion by
exotic earthworms can affect the local soil food web, changing habitat and food resources of
microorganisms and other soil animals [26]. The overall impact of earthworm invasion on
the soil environment and its litter-feeding soil invertebrates community is negative, while
in agricultural environments, their presence may be beneficial [9,27-29]. So, the positive or
negative impact of earthworm invasion depends on the type of ecosystem. There are few
studies evaluating the effects of earthworm invasion on subtropical forest soils, especially
on the soil biological community structure and function.

Nematodes are the most abundant animals on Earth [7]. According to van den Hoogen
etal. (2019), the number of nematodes contained in the Earth’s surface soil is approximately
4.4 £ 0.64 x 10% [30]. Nematodes occupy many trophic positions in the soil food web
because they feed on a wide variety of different substances [31]. This phylum is classi-
fied into groups based on their diet: bacterivores, fungivores, omnivore predators, and
herbivores [31]. The diversity and abundance of nematodes make it a good biological
indicator of soil quality [32], as does their relationship with soil microbes. Being one or
two trophic levels lower than nematodes in the food chain, soil microorganisms play an
important role in soil nutrient cycling, and together with soil nematodes, constitute soil
micro-decomposers [33]. For instance, micro-decomposers contain 70-80% of carbon and
nitrogen easily decomposed in soil, so predation of microorganisms by nematodes can
affect the turnover rate of carbon and nitrogen in soil [34].

Previous studies have revealed that nematodes are affected by earthworms [35]. Bur-
rowing and casting by earthworms alter the physical and chemical properties of the soil, and
therefore impact the nematode habitat [36]. Additionally, the secretions of the skin surface or
digestive tract of earthworms can increase nematode movement and diffusion through the
surroundings [37], and earthworm mucus can adversely affect bacterivorous nematodes [38].
Furthermore, predation of earthworms on nematodes affects the nematode community. For
example, due to the unpalatability of herbivorous nematodes, earthworms reduced the density
of non-parasitic nematodes, such as bacterivores, fungivores, and predators [39], and earth-
worm activity decreased species richness of nematode communities [40]. Senapati et al. (1992)
reported that earthworms increased the activity of microbial feeding nematodes but decreased
the activity of plant parasitic nematodes [41]. Earthworm casts also change microbial struc-
ture and affect soil nutrient cycling [19]. Earthworm invasion changes microbial community
structure by changing the ratio of bacteria to fungi by reducing fungal biomass [42], and exotic
earthworms decreased microbial biomass significantly [29]. A large number of studies have
reported on the effects of invasive earthworms in North American forest soils, but there are
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few studies examining the effects of invasive earthworms in tropical China, especially at the
level of micro-decomposers [6,9,25,28,29,42-45].

Earthworm invasion has physical, geochemical, and biological effects [28] on soil
ecosystems. Epigeic earthworms cause physical damage to the humus layer of the forest
floor. After the surface organic layer is destroyed, endogenic earthworms invade [46].
Furthermore, earthworm invasion decreases soil fungal abundance and vertically shifts
the microbial biomass from the forest floor to the soil mineral layer [47]. Previous studies
have revealed the key role of earthworms in soil formation, soil structure, and nutrient
cycling, but few studies have investigated the effects of earthworm invasion on forest soil
micro-decomposers [28,48], especially nematodes. Here, we conducted a field mesocosm
experiment to investigate how exotic and native earthworms affect soil properties and soil
communities of nematodes and microbes. We hypothesize that exotic earthworms will
reduce the abundance and diversity of micro-decomposers and nutrient availability as
compared with native earthworms. We aim to expand our understanding of the conse-
quences of earthworm invasion on soil micro-decomposers and related soil nutrient status
in subtropical forests.

2. Materials and Methods
2.1. Study Site

The experiment was performed at Heshan Hilly Land Interdisciplinary Experimental
Station (112°500” E, 22°340’ N), Chinese Academy of Sciences, Guangdong Province, China.
The reserve has a subtropical monsoon climate with a mean annual temperature of 22.4 °C
and a mean annual rainfall depth of 1995 mm [49]. Influenced by subtropical monsoons, the
region has a distinct wet season from April to September, and a dry season from October
to March. There is a 30-year-old subtropical broadleaf plantation dominated by Schima
wallichii Choisy at this station, and the soil is classified as Orthic Acrisol [50].

2.2. Experimental Design

The experiment was set in a forest dominated by Schima wallichii. A completely random
block design was used to collect samples. There were three treatments with five repetitions
randomly arranged on the forest floor, totaling 15 plastic boxes. The length, width, and
height of the boxes were 46 cm, 31.5 cm, and 25 cm, respectively. Each box contained 5 cm
of quartz sand and 15 cm of soil from the bottom up. The sand was high-temperature
sterilized, and soil was collected to a depth of 20 cm from the surface in an area dominated
by Schima wallichii and mixed evenly. Earthworms and cocoons in the soil were removed
by hand picking. Litter and adult earthworms for the experiment were collected one week
prior to the study. Based on the amount of natural litter in the environment, 100 g dry
weight of Schma wallichii leaf litter was placed on the soil surface of each box. The wild
earthworm density was determined by randomly digging nine 30 cm x 30 cm soil quadrats
(to 30 cm depth) on the forest floor, and then the earthworms in each quadrat were picked
up and counted according to their species. Based on the number of earthworms in the wild,
30 exotic earthworms (P. corethrurus) and 20 native earthworms (Amynthas corticis) were
added into different treatments (double of the density in the wild) [51]. The experiment
consisted of three treatments:

(1) Exotic earthworm: 30 exotic earthworms (P. corethrurus) were added;
(2) Native earthworm: 20 native earthworms (Amynthas corticis) were added;
(3) Control: no earthwormes.

The experiment lasted 105 days, starting on 17 September 2018 and ending on 30
December 2018. The mean temperature and rainfall in September, October, November, and
December were 27.5 °C, 23.9 °C, 21.0 °C, and 16.4 °C, and 259.1 mm, 52.1 mm, 32.1 mm, and
11 mm, respectively. The boxes were left on the forest floor for the entirety of the experiment.
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2.3. Soil Sampling and Laboratory Analysis

The soil was sampled on the last day of the experiment. Litter on the surface of the soil
was removed before soil samples were taken. Four soil cores (3 cm in diameter and 10 cm
deep) were collected from each box and combined into one composite sample. After the
soil was evenly mixed, we used this composite sample to analyze soil properties, microbes,
and nematode communities.

To measure soil pH, soil was resuspended in deionized water suspension (1:2.5; w:v)
and measured using a pH meter (Mettler Toledo, Shanghai, China). Soil moisture (SM,
ratio of water to dry soil) was measured by weighing before and after drying for 48 h in
an oven at 105 °C. Soil total carbon (TC) was measured using dichromate oxidation, and
total nitrogen (TN) was measured using an ultraviolet spectrophotometer after Kjeldahl
digestion [52]. Soil total phosphorus (STP) was measured using the molybdenum anti-
mony blue colorimetry method [53]. Available phosphorus (AP) was measured using the
molybdenum blue method using Bray’s extraction solution. Soil nitrogen from ammonium
(NH4*) and nitrate (NO3; ) were measured using a Flow-Injection Autoanalyzer (FIA,
Lachat Instruments, Burlington, Vermont, USA) after extraction using 2 M KCL

We used the phospholipid fatty acid (PLFA) method outlined by Bossio and Scow [54]
to measure microbial community structure [55].

For each composite sample, nematodes were extracted from 50 g fresh soil using a
Baermann funnel method [56] and counted with an inverted microscope (Nikon TS100,
Tokyo, Japan). The first 100 individuals encountered were identified to genus level using a
differential interference contrast microscope (Nikon 80i, Tokyo, Japan); for samples with
fewer than 100 nematodes, every nematode was identified. Each nematode was assigned to
functional guilds according to their colonizer—persister (c-p) value, and into the following
trophic groups: bacterivores (Ba), fungivores (Fu), omnivores (Om), predators (Pr), and
herbivores (He) [31].

2.4. Data Analysis
2.4.1. Nematode Abundance, Community Indices, and Diversity Indices

The abundance of each nematode trophic group was estimated by calculating all
individuals per 100 g dry soil.

Nematode community indices were calculated to assess the impact of exotic and native
earthworms, including the enrichment index (EI), structure index (SI), channel index (CI),
maturity index (MI), and nematode channel ratio (NCR). These indices were calculated as
follows [57].

Enrichment Index = 100 x (e/(e + b)) €))
Structure Index = 100 x (s/(s + b)) )
Channel Index = 100 x (0.8Fuy/(0.8Fu, + 3.2Bay)) 3)

where b represents the basal component guilds (Ba,, Fuy), e represents the enrichment
component guilds (Ba;, Fup), and s represents the structure component guilds (Bass,
Fus 5, Omgs_s, Pry_s5). Bay, Fuy, Omy, Pry, and Hey represent functional guilds that reflect
nematode trophic groups of bacterivores, fungivores, omnivores, predators, and herbivores,
respectively. x is the c-p value.

Maturity Index = Z?Zl[v(i) x f(i)] 4)

where v(i) represents the c-p value of genus i and f(i) represents the frequency of that genus

in the sample [58].
Ba
NCR = ——— 5
(Ba + Fu) ©)
where Ba represents the abundance of bacterivores, and Fu represents the abundance of

fungivores in the sample [32].
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To estimate the nematode diversity, we calculate the Shannon-Wiener index:
Shannon-Wiener Index = — Z?:l Pi(InPi) 6)

where Pi is the proportion of each genus (i) in the nematode community, and S is the
number of genera in the community [59].

2.4.2. Analysis of Treatment Effects

One-way analysis of variance (ANOVA) was used to compare soil properties, soil
microbial community, and soil nematode community characteristics among treatments.
Multiple comparisons of means were determined by the least significant difference (LSD)
test. Differences were considered significant when p < 0.05. All statistical analyses were
performed with SPSS 19.0.

3. Results
3.1. Soil Chemical Properties

The statistical properties of the data are presented in Table S1. From one-way ANOVA,
the results showed that the presence of exotic earthworms significantly reduced the content
of NO3™-N compared with the no-earthworm control (p = 0.029, Table S2; Figure 1H), and
tended to decrease the content of NO3 ~-N compared with native earthworms (p = 0.084,
Table S2; Figure 1H). The treatment of exotic earthworms tended to decrease the content of
NH,4"-N compared with the control (p = 0.061, Table S2; Figure 1G).
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Figure 1. Soil chemical properties as affected by the presence of exotic and native earthworms. Soil
pH (A); SM: soil moisture (B); TC: soil total carbon (g kg*1 dry soil) (C); TN: soil total nitrogen
(g kg*1 dry soil) (D); C/N ratio (E); AP: available phosphorus (mg kg*1 dry soil) (F); NH;*-N:
nitrogen from ammonium (mg kg~! dry soil) (G); NO3 ~-N: nitrogen from nitrate (mg kg~! dry soil)
(H). Data represent means + standard error (n = 5). Significant (p < 0.05) effects based on one-way
ANOVA (Table S2) are presented by different lowercase letters above each column. No letters means
there was no significant difference.
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3.2. Soil Microbial Community Characteristics

Both native and exotic earthworm treatments had no significant effect on soil microbial
community characteristics (Table S3, Figure 2).
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Figure 2. Soil microbial community characteristics as affected by the presence of exotic and native
earthworms. G*: G* bacteria (A); G™: G~ bacteria (B); G*/G™~ (C); fungi (D); F/B: fungi/(G* + G™)
(E); total PLFA (F). Data represent means + standard error (n = 5). No significant (p < 0.05) effects
(Table S3) were found.

3.3. Soil Nematode Community Characteristics

Abundances of all nematode taxa found in the present study are provided in Table S4.
Soil nematode abundances did not differ significantly among treatments (Table S5, Figure 3).
However, decreasing trends of the total number of nematodes, the number of bacterivo-
rous nematodes, and Ba, were observed when treated with exotic earthworms compared
with native earthworms (p = 0.062, Table S5, Figure 3A; p = 0.094, Table S5, Figure 3B;
p =0.091, Table S5, Figure 3F). The addition of native earthworms resulted in a 1.86-fold
increase in EI value compared with the control, while the addition of exotic earthworms
did not change the enrichment index compared to the control (Table S6, Figure 4). Com-
pared with exotic earthworms, native earthworms significantly reduced the maturity index
(Table S6, Figure 4). Although there was no significant difference in the one-way ANOVA,
the nematode genus and Shannon-Wiener index were lowest in the exotic earthworm
treatment (Table S6, Figure 4).

3.4. Associations between Soil Properties and Nematode Abundance and Diversity

Axis 1 and Axis 2 explained 67.7% and 4.57% of the variation in soil nematode com-
munity composition, respectively (Figure 5). AP was significantly and positively correlated
with the variation in nematode community structure (p < 0.05), which explained 43.2% of
the variation (Figure 5). In addition, the carbon-to-nitrogen ratio (C/N) and SM also had
great influence and explained the variation of 7.26% and 7.76%, respectively (Figure 5).
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Figure 3. Comparisons of mean abundances of the nematode trophic groups and functional guilds as
affected by the presence of exotic and native earthworms. Total (A); bacterivores (B); fungivores (C);

O-P, the sum of omnivores and predators (D); Bay represents the functional guilds that reflect the

nematode trophic group of bacterivores; x is the c-p value (E,F). Data represent means + standard
error (n = 5). No significant (p < 0.05) effects based on one-way ANOVA (Table S5) were found.
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Figure 4. Nematode community indices as affected by the presence of exotic and native earthwormes.
Genera: number of genera per sample (A); enrichment index (B); structure index (C); maturity index
(D); NCR: nematode channel ratio (E); Shannon-Wiener index (F). Data represent means + standard
error (n = 5). Significant (p < 0.05) effects based on one-way ANOVA (Table S6) are presented by
different letters above each column. No letters means there was no difference.
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Figure 5. Redundancy analysis of the relationships between soil properties and the abundances of
nematodes at the trophic group level and functional guild level. Blue line vectors represent nematode
abundances and community characteristics; red line vectors represent soil chemical properties. The
length of the line vectors represents the degree of correlation between an environmental factor and
soil nematodes. The longer the connection, the greater the correlation, and vice versa. The smaller the
angle, the higher the correlation; otherwise, the lower the correlation. O-P, the sum of omnivores and
predators; Bay represents the functional guilds that reflect the nematode trophic group of bacterivores;
x is the c-p value. SM, soil moisture; SOC, soil organic carbon; TN, soil total nitrogen; NH;*-N,
nitrogen from ammonium; NO3 ™ -N, nitrogen from nitrate; AP, available phosphorus; n = 5.

4. Discussion

We observed that the exotic earthworms had a greater effect on nematodes than on
microorganisms. Exotic earthworm invasion had adverse effects on available soil nutrients
and the nematode community, which could negatively impact the local ecosystem. This is
partially consistent with our hypothesis.

4.1. Effects of Exotic and Native Earthworms on Soil Microbial Community

We found no significant effect of either native or exotic earthworms on soil microbial
community composition in the present study. Other studies have reported inconsistent
responses of soil microorganisms to the presence of earthworms. For instance, Huang
et al. (2015) reported that the exotic earthworm P. corethrurus increased total rhizosphere
microbial biomass and shifted rhizosphere microbial community composition [60]. In
contrast, our study added only litter, and lacked plant roots to feed the microbes. Therefore,
the interaction between earthworms and plants may be responsible for stimulating the
growth of microbial biomass and may explain the absence of observed changes in microbial
community composition. Furthermore, another study showed that the native earthworm
Metaphire guillelmi (Michaelsen) also reduced soil microbial biomass [61]. However, a
meta-analysis showed that earthworm invasion had no significant effect on total bacterial
and fungal biomass until the researchers stratified the soil and found that the invasion
of earthworms reduced soil microbial biomass in the organic layer but increased soil
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microbial biomass in the mineral layer, so mixing the organic and inorganic layers masked
the different responses [24]. The scientists suggested that vertical transport of organic
matter and bio-disturbance caused by anecic earthworms and epigeic earthworms reduced
microbial populations in the microbe-rich organic layer and increased microbial populations
in the mineral layer, which contained fewer microbial resources [24]. In our study, we
did not stratify the soil, which may be one reason that no significant change in microbial
community composition was observed. Another explanation may be that the overall
activity of microorganisms decreased at the initial stage of invasion but recovered gradually
over the experimental period [62]. Thus, the microbial community gradually adapted to the
physical and chemical changes in soil properties caused by biological invasion. Therefore,
the duration of earthworm invasion treatment (105 days) in the present study gives the
microbial community enough time to adapt.

4.2. Effects of Exotic and Native Earthworms on Soil Nematode Communities

The results indicated that nematodes were sensitive to earthworm disturbance and
may be suitable indicators of the consequences of earthworm invasion. We found that the
addition of exotic earthworms only had a trend to inhibit the abundance of bacterivorous
nematodes compared to the addition of native earthworms. Previous studies have shown
that earthworms and nematodes compete for bacterial food resources [63]. In our exper-
iment, the addition of exotic earthworms did not significantly change bacterial content.
Therefore, competition for food was not the main reason for the observed decreasing trend
in nematode abundance. Another reason could be predation. Some researchers have
reported that earthworms prey on nematodes, especially bacterivores, leading to a decline
in nematode populations [39]. Similar studies have shown that the presence of native
earthworms also reduces the number of soil nematodes by direct feeding on bacterivorous
nematodes [35,39,64]. In our study, there was no significant effect of the native earthworm
treatment on soil nematode abundance. However, the total number of nematodes was
highest in the native earthworm treatment and lowest in the exotic earthworm treatment.
This suggests that the addition of native and exotic earthworms has opposite effects on
nematode numbers, which may be due to the earthworms’ lifestyle differences. The native
earthworm Amynthas corticis is an epigeic earthworm, which lives close to the surface and
excretes on the soil surface. In contrast, the exotic earthworm, P. corethrurus, is endogeic; it
lives and excretes in a 0-20 cm soil layer. Therefore, the nematodes may be more disturbed
by P. corethrurus because they share more space of the soil together than Amynthas corticis.

In our study, the MI of the nematode community with native earthworms decreased
compared with exotic earthworms. MI was correlated with the relative number of omnivore
predator nematodes with high c-p values, which indicates succession and restoration of the
soil ecosystem [58]. It is worth noting that the higher value of MI in the exotic earthworm
treatment was due to a higher proportion but not a higher abundance of high c-p nematodes.
Furthermore, higher MI was due to the relatively low abundance of the total nematodes
in the exotic earthworm treatment. In addition, the number of genera and the Shannon-
Wiener index of nematodes were lowest in the exotic earthworm treatment, while there
was no significant difference between native earthworms and the control. We also looked
at EI, which represents the input status of external nutrients; the larger the value, the
more external nutrients are available [57,65]. Here, we found that the native earthworm
treatment significantly increased EI, suggesting that the presence of native earthworms
positively enriched soil nutrients. In our study, we only included two species of earthwormes,
namely exotic P. corethrurus and native Amynthas corticis; therefore, it is not clear if the
difference in the impact on soil community is connected with the origin of species (exotic
or native) or just with the lifestyle differences. Meta-analyses have shown that anecic and
epigeic earthworms can reduce nematode density, but other types of earthworms do not
significantly affect nematode biomass [66]. On the one hand, their digestive systems are
different. Epigeic earthworms feed and digest nematodes more intensely because they
contain more digestive enzymes [67]. An anecic earthworm reuses its own casts so it
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can feed on nematodes again [66]. On the other hand, there are differences in feeding
habits. Disturbance of surface litter feeding by anecic and epigeic earthworms leads
to a reduction in organic matter in the soil, which could negatively affect the number
of microorganisms [24,40]. The biomass of nematodes decreased with the decrease in
microbial biomass. Thus, we believe that the ecological type of earthworms may influence
its effect on the nematode community. Although there was no increase in microbial biomass
in our results, it is possible that the turnover rate of microorganisms increased and thus
enhanced the soil nutritional content. Previous studies have shown that soil nutrient
characteristics drive nematode community distribution at the local scale [68]. In conclusion,
successful invasion of exotic earthworms may depend on their ability to survive and modify
soil nutrients, but an invasion will have adverse consequences on soil biodiversity. In the
long run, life history tactics of exotic earthworms are not conducive to maintaining local soil
ecosystem functions. However, the relatively short term of this study may limit treatment
effects. Furthermore, the activity of earthworms differs in different seasons, which may
influence their effects on soil micro-decomposers. Our results demonstrate that exotic
earthworms have adverse effects on available nutrient content in soil and on the abundance
and diversity of soil nematodes. Longer observation periods and further studies on the
interaction between invasive earthworms and nematodes are needed in future experiments.

5. Conclusions

Our experiment partly confirmed our hypothesis that exotic earthworms have a
negative impact on available nutrients in the soil compared with native earthworms.
Earthworms did not significantly affect nematode abundance and diversity, although
the lowest of these values were found in the exotic earthworm treatment. Loss of soil
biodiversity has been mostly neglected in the past, especially in the context of belowground
biological invasion. It is urgent for us to know how earthworm invasion affects local soil
biodiversity and relevant ecosystem functions. Overall, our study showcases the adverse
effects of exotic earthworms on soil nitrates and the potential negative effects of exotic
earthworms on abundances of native soil nematodes in subtropical forest soil.
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